prising: 

(a) obtaining a fresh sample of lipid containing>i5Iological 
fluid; 

(b) measuring the amount of noncyclp<5xygenase derived 
prostanoids in the sample within abemt two hours of obtaining the 
sample, which is the amount oj^time it takes for [prior to] the 
ex vivo development of prostanoids in the sample; 

(c) comparing ^p&id measured amount of prostanoids with a 
control; and 

(d) assessing oxidative stress in vivo based on the compari- 
son ya< step c . 




Please CamendLclaim 4 as follows : 



' 4-r — The" method Of — any u£ c laims 1. C -X, LP . 11. 14 f 1 , 5 , and-JA 

7- wherein said prostanoids are selected from the group cop^isting 
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claim 5 as follows 

5^ Th^-met^od--o£ -anY of claims 1, 6, 7, 10, 11, 14, 15 , 

wherein said prostanoids are selected from the group con^a^ting 
of: 
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Pleased amend (claim 6 as follows: 




vo com- 



-( Amended) A meth od to a sse&s oxi da-tri-ve— s tre'S's 

prising : 

(a) obtaining a [fresh] sample of urine; 

(b) measuring the amount j©t noncyclooxygenase derived 
prostanoids present in tj^e sample; 

(c) comparing^Sciid measured amount of prostanoids with a 
control ; and 

(d) .assessing oxidative stress in vivo based on the compari- 
son am step c. 



3 



~~^7 7. ( 

prisi 




Pleas^ amends^c laim 7 as follo ws 

(Amended) A method to assess oxidative stress in vivo cc 
prising: 

(a) obtaining a fresh sample of tissue; 

(b) measuring the amount of noncyclooxy^fenase derived 



:loox} 

S^Jprostanoids present in the phospholi^dlsin the sample within 
k about two hours of obtaining the Sample, which is the amount of 
<J time it takes for the ex vivd^development of prostanoids in the 
If sample ; 

6[ (c) comparincj/said measured amount of [said] prostanoids 

[Q with a contr^i; and 



(dL/assessing oxidative stress in vivo based on the compari- 



son/fn step c. 



Please cancel claim 8 . 



Please add claim 10 as follows 



^ (a) obtaining a sample of urine; 

y (b) measuring the amount of metaboli^e^of noncyclooxygenase 



^//derived prostanoids presen t \ in thg^ample; 

(c) comparing said m^cr^re^a amount of metabolites of noncy- 



^ clooxygenase 



derived^prosta* 



6ids with a control; and 
y (d) asjje^sing oxidative stress in vivo based on the compari - 

son in^step c . 
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Please add claim 11 as follows 



a \q\s f 11. A method to assess oxidative stress in vivo comprising 



(a) obtaining a stored sample of lipid contaiparaj biological 
fluid; 

(b) measuring the amount of noncyerTooxygenase derived 
jT prostanoids in the sample; 

Q (c) comparing sai^m^asured amount of prostanoids with a 

7 control; and 

£ (d) assessing oxidative stress in vivo based on the compari- 

f son J^n step c . 




Please add claim 12 as follows: 



^^^^ The method of claim^ardT wherein the stored sample is main- 



^ tained at -70°C. 
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f Please add claim 13 as follows 



T 



JThe method of claim 1 1 wh exeA-a^-a-n fei ox ida ^fcs— a^e — added to t he 

stored sample cu^iaf r H:o itjg^taintenance at -20°C. 



[Please add claim 14 as follows 
14. A method to assess oxidative stress in vivo cojn£3?5*sing : 

(a) obtaining a fresh sample of li^id^e<5ntaining biological 
fluid; 

(b) subjecting pJ^^phdlTipids in the fresh sample of lipid 
containing bj^eipgical fluid to reverse phase solid chromatography 
extract^?5n using a C-18 cartridge; 




IP 



7 > (r) minting prn.Qhanni^g iroi- a -i rvzA-~rrrr~T'h<* P-lft ^rhr^rjo ur-ii-V. 



% a 1:1 mixture of ethyl acetate : heptane; 

(d) maintaining the eluate of the phospholipids ^&^6m the 
fresh sample of lipid containing biological flijifl at -20 °C; 

(e) measuring the amount of noncyclpetfcygenase derived 
prostanoids present in the eluate the phospholipids from the 

(9 fresh sample of lipid containing biological fluid maintained at 
If -20°C; 

($ (f) compaj>arfig said measured amount of prostanoids with a 

(k control ;^and 

[1 / (<?) assessing oxidative stress in vivo based on the compari- 




Please add claim 15 as follows: 



sing : 



H 
t. 



15. A method to assess oxidative stress in vivo comj: 

(a) obtaining a stored sample of tis 

(b) measuring the amount of nojte^clooxygenase derived 
prostanoids present in the plje^pholipids in the sample; 

(c) comparing sad/^rlneasured amount of prostanoids with a 
control; and 

(d) ^s^essing oxidative stress in vivo based on the compari- 
^L^s^ ep c . ^ 



'•-^ Elease add claim 16 as follows: 
— The meuhod ot claim ^ij^ wherein the storea sample is tnain- 



-V -tainexi-at — T^e. 



Please add claim 17 as follows^ 



17. The method of claim 15jw£ier€in antioxidants are added to the 
stored sample prior t^its-^rfiaintenance at -20°C. 




ease add claim 18 as foil 




/ rSr A method to ao -o- e -s- s oxidative stress In vi vo comprising: / 
^ (a) obtaining a fresh sample of tissue; 

$ (b) subjecting phospholipids in the fresh samnie of tissue 

^ to reverse phase solid chromatography extractipn using a C-18 

£ h cartridge; 

(c) eluting prostanoids retained^x5n the C-18 cartridge with 

7 a 1:1 mixture of ethyl acetate: heptane; 

^ (d) maintaining the elua#e of the phospholipids from the 

T fresh sample of tissue atZ-i^C; 

fX) (e) measuring thjsr amount of noncyclooxygenase derived 

t( prostanoids present in the eluate of the phospholipids from the 
( fresh sample of tissue maintained at -20°C; 

/3 (f) comparing said measured amount of prostanoids with a 

ft controls and 

/jf /(g) assessing oxidative stress in vivo based on the compari- 

i i 



fn in ntrp 



Please add claim 19 as follows: 



tyS\9 . The method of any of claims 1, 11, 14 , 15, or 18 

1^ wherein measurement is byjjva^spectroscopy . 
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REMARKS 



The above changes and additions made to the claims address 
the Examiner's objections, are corrections, or clarify informa- 
tion contained in the Specification. No new matter has been 
added . 

The Examiner has acknowledged the preliminary amendment and 
declaration filed on December 5, 1994. 

Claims 1 through 9 are now pending in the application. The 
claimed invention is directed to a method of determining oxida- 
tive stress in vivo by the quantification of prostaglandin 
F 2 -like oxidative products and prostanoids, in general, that are 
produced by a noncyclooxygenase, free radical-catalyzed, chemical 
mechanism of oxidation in either a biological fluid or tissue as 
well as to specific prostaglandin F 2 -like metabolite compounds. 

The Examiner has rejected claims 1 through 9 on the basis of 
35 USC §103 as being obvious in view of Morrow et al . [ Analytical 
Biochemistry 184:1-10 (1990)] and, therefore, unpatentable. 
Morrow et al . disclose the discovery that several prostaglandin 
F 2 -like (PGF 2 ) compounds that are found in the plasma from normal 
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